PHYTOCANNABINOID

IDENTIFICATION AND QUANTIFICATION
Phytocannabinoid analyses were performed using a Thermo Scientific ultra-high-performance liquid chromatography (UHPLC) system coupled with a Q Exactive™ Focus Hybrid Quadrupole-Orbitrap MS (Thermo Scientific, Bremen, Germany). The chromatographic separation was achieved using a Halo C18 Fused Core column (2.7 μm, 150 mm × 2.1 mm i.d.) with a guard column (2.7 μm, 5 mm × 2.1 mm i.d) (Advanced Materials Technology, Delaware, USA) and a ternary A/B/C multistep gradient (solvent A: 0.1 % acetic acid in Milli Q water, solvent B: 0.1% acetic acid in acetonitrile, and solvent C: methanol, all solvents were of LC/MS grade). The multistep gradient program was established as follows: initial conditions were 50% B raised to 67% B until 3 min, held at 67% B for 5 min, and then raised to 90% B until 12 min, held at 90 % B until 15 min, decreased to 50% B over the next min, and held at 50 % B until 20 min for re-equilibration of the system prior to the next injection. Solvent C was initially 5% and then lowered to 3% until 3 min, held at 3 % until 8 min, raised to 5 % until 12 min and then kept constant at 5 % throughout the run. A flow rate of 0.25 ml/min was used, the column temperature was 30 °C and the injection volume was 1 μL. MS acquisition was carried out with a heated electro spray ionization (HESI-II) ion source operated in negative mode. Source parameters were as follows: sheath gas flow rate, auxiliary gas flow rate and sweep gas flow rate: 50, 20 and 0 arbitrary units respectively; capillary temperature: 350 °C; heater temperature: 50 °C; spray voltage: 3.00 kV. The scan range was 150-550 m/z for all acquisition events. MS was operated in full MS 1 mode at 70,000 resolution, and the AGC target was set to 10 6 with a maximum IT of 100 ms.
POLYMERASE CHAIN REACTION (PCR) ANALYSIS
mRNA expression levels of the human CNR2 gene (CB2) were quantified in 50 ng cDNA using Red Load Taq Master PCR assay. PCR amplification was performed using the following primers: Forward: atggaggaatgctgggtgacagaga Reverse: gcaatcagagaggtct Various cancer cell lines were treated with (2-10 µg/ml) concentrations of Cannabis extracts and 2-10 µg/ml of pure Δ 9 -THC for 24 h. Cells were imaged via ImageXpress Micro XLS (20× magnification) after adding Hoechst and PI dyes to differentiate between live and dead cells. The number of live and dead cells were analyzed by MetaXpress® software. Data are reported as mean ± S.E. of LC50 values (µg/ml) (n ≥ 5). 
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